Warm complete medium to 37 °C in water bath. Each sample will require 22 ml of medium with benzonase. Calculate the amount needed to thaw all samples, and prepare a separate aliquot of warm medium with 1:10,000 benzonase (final concentration: 25 U/ml). Thaw no more than 3 samples at a time.
Note: Run one control PBMC with each batch of samples if doing a large longitudnal study split over sevral batches.
2. Remove samples from liquid nitrogen and transport to lab on dry ice.
3. Place 10 ml of warmed benzonase medium into a 15 ml tube, making a separate tube for each sample. 4 . Thaw frozen vials in 37 °C water bath.
5. When cells are nearly completely thawed, carry to hood. 14. Adjust the cell concentration to 5-10 x 10 6 cells/ml with warm medium (no more benzonase at this point). (Horton et al., 2007) . 
Incubate the cells for 4 h (PMA + Ionomycin stimulation, PHA + Ionomycin stimulation) or
6-8 h (SEB, anti-CD3/CD28 stimulation, peptide stimulation) at 37 °C, in a CO2 incubator.
Note: For most cytokines 6-12 h incubation at 37 °C is sufficient; for IL-10 and TGF optimal incubation time is 12-24 h.
3. Add EDTA to a final concentration of 2 mM and incubate for 15 min at room temperature. http://www.bio-protocol.org/e1442 
CD4+ CD8+
Copyright © 2015 The Authors; exclusive licensee Bio-protocol LLC.
